1. Fill each well of a sterile 96-well plate with 150 µL LB with appropriate antibiotic (done manually or by robot). 2. Thaw and spin down 96-well Master plate (spin at 2000 rcf for 1 min.). 3. Transfer 5-10 µL of bacteria from 96-well Master plate into 96-well media-filled plate labeled with the corresponding Master plate number/barcode (keep Master plates on ice during the inoculating procedure). Transfer is done manually using a multi-channel pipette, column by column. 4. Cover plate with aluminum seal and shake at 37°C for 72 hours (shaking is optional).
5. Remove plate from shaker after 72 hours and let plate cool to room temperature. If necessary, plate can be placed in refrigerator for 24 hours and spun the next day. 6. Spin plate at 5000 rpm for 5 min to concentrate bacteria.
Steps 7-9 in succession for each column before moving to the subsequent column. Same tips are used for steps 7-9.
7. Aspirate liquid completely from each well manually using a multichannel pipette. Leave approximately 10-15 µL of media behind.
8. Mix bacteria into remaining media in each well using a multichannel pipette -stir with the end of the tips but limit the amount of pipetting up and down to avoid introducing bubbles. 9. Transfer 5 µL of suspended, concentrated culture onto the corresponding column of a 96-spot Whatman FTA card.
10. Label the Whatman FTA card with the barcode corresponding to the plate ID number.
11. Resuspend the remaining bacteria with 100 µL LB with appropriate antibiotic + DMSO (900 µL DMSO per 10 mL of LB or 0.09 µL/mL). 12. Cover plate with aluminum seal and store at -80°C as backup.
